Background {#Sec1}
==========

The interactions between peptides and proteins have received increasing attention in drug discovery because of their involvement in critical human diseases, such as cancer and infections \[[@CR1]--[@CR4]\]. It has been found that nearly 40% of protein--protein interactions are mediated by short peptides \[[@CR2]\]. The biological function of a short peptide is related to its three-dimensional structure within its interacting protein. Therefore, determining the structures of protein--peptide interactions is valuable for studying their molecular mechanism and thus developing peptide drugs \[[@CR5], [@CR6]\]. However, due to the high cost and technical difficulties, only a small portion of protein--peptide complex structures were experimentally determined \[[@CR7]\], compared to the huge number of peptides involved in cell function \[[@CR8], [@CR9]\]. As such, a variety of computational methods like molecular docking have been developed to predict the structures of protein--peptide complexes \[[@CR3], [@CR10]--[@CR13]\].

Peptides are highly flexible and exist as an ensemble of conformations in solution. The biologically active conformation of a peptide is selected and/or induced when interacting with its protein partner. Therefore, a big challenge in protein--peptide docking is to consider the flexibility of peptides \[[@CR12]--[@CR16]\]. One way to consider peptide flexibility in docking is to fully sample the conformations of a peptide on-the-fly guided by its binding energy score \[[@CR17]--[@CR19]\]. However, given so many rotatable bonds in peptides, such sampling is computationally prohibitive. Therefore, current docking approaches often adopt a docking + MD protocol \[[@CR20]--[@CR22]\]. Nevertheless, this kind of docking + MD protocols is still computationally expensive and typically takes at least a few hours for docking a peptide \[[@CR20]--[@CR22]\]. Another way to consider peptide flexibility is through ensemble docking \[[@CR23]--[@CR25]\]. Namely, an ensemble of conformations for a peptide are first generated by a conformational sampling method and then docked against the protein by regular rigid docking \[[@CR23]\]. A few top fits between the protein and the peptide conformations are selected as the predictions that may be subject to further refinement. Because of its high computational efficiency, ensemble docking has been widely used to consider molecular flexibility in both protein--protein and protein--ligand docking \[[@CR10], [@CR26], [@CR27]\].

One critical part of ensemble docking is to generate an ensemble of peptide 3D models that include protein-bound peptide conformations, so that the biologically active ones can be selected by the protein during ensemble docking \[[@CR3], [@CR23], [@CR28]\]. Despite significant progresses in the conformer generation of small molecules \[[@CR29]--[@CR36]\], few approaches have been developed for modeling of biologically active/protein-bound peptide conformations \[[@CR37]\]. Therefore, a novel strategy is pressingly needed for efficient generation of protein-bound peptides. Meeting the need, we have developed a fast de novo approach for the generation of peptide 3D models, which is referred to as MODPEP. Instead of relying on a template, our MODPEP algorithm builds a peptide structure from scratch by assembling amino acids or helix fragments based on constructed rotamer and helix libraries. The peptide model building process is very fast and can generate a few hundred peptide conformations within seconds. Our method was validated on the peptide structures of 910 experimentally determined protein--peptide complexes from the protein data bank (PDB) \[[@CR7]\].

Methods {#Sec2}
=======

Dataset compilation {#Sec3}
-------------------

To construct rotamer libraries and validate our algorithm, we have developed a non-redundant dataset of experimentally determined protein-bound peptide structures. Specifically, we queried all the X-ray peptide structures in the PDB that met the following criteria. First, the peptide sequence contains at least three but less than 50 amino acids. Second, the structure has a resolution better than 3.0 Å. Third, the peptide does not contain non-standard amino acids. Fourth, the peptide must be bound to a protein. As of December 23, 2016, the query yielded a total of 3861 peptides meeting the above criteria. The sequences of the 3861 peptides were then clustered using the program CD-HIT \[[@CR38]\]. If there are multiple peptide structures for a sequence, the structure with the highest resolution was selected to represent the sequence, resulting in a total of 2731 non-redundant peptide structures. It should be noted that unlike proteins which are often conserved in sequences, peptides often adopt a coil-like structure and are thus normally not conserved in sequences. Of these 2731 peptides, about two thirds (i.e. 1821) were randomly selected as the training database to construct the rotamer and helix libraries for peptide modeling, in which 878 peptides has a resolution between 2.0 and 3.0 Å. It should be noted that inclusion of the peptides with resolution of 2--3 Å should not have a significant influence on the backbone quality of the libraries and thus the prediction of peptide backbone, as according to X-ray crystallography, the positions of backbone and many side chains are clear in the electron density map at 2--3 Å resolution \[[@CR39]\]. The rest 910 peptides were used as the test set to validate our algorithm. The frequencies of the peptides with different lengths are shown in Fig. [1](#Fig1){ref-type="fig"} and Table [1](#Tab1){ref-type="table"}.Table 1The average accuracies of our MODPEP method in reproducing protein-bound conformations for the peptides with different lengths when various ensemble sizes were consideredPeptidecRMSD (Å)LengthNumber5010015020025030050010003110.050.040.040.040.040.040.030.034430.270.230.220.210.200.190.160.145320.590.500.470.450.430.400.360.336470.960.780.710.650.640.610.550.527491.231.080.980.960.930.880.790.728601.701.521.351.291.271.231.161.0291381.891.711.631.561.521.481.381.2610601.971.811.731.671.611.561.521.3911622.332.202.082.042.001.981.881.7012402.432.252.152.092.062.031.851.7113502.662.432.402.292.252.222.111.9514453.052.892.752.642.602.562.442.2815332.842.682.602.582.562.562.472.3516292.952.752.712.662.612.552.482.3817122.952.722.662.562.532.502.372.3118253.133.032.982.932.912.852.742.5519212.662.612.462.382.302.292.172.0320163.523.283.253.143.073.042.922.8521213.473.243.113.052.992.982.882.7422212.702.542.442.432.422.392.352.2323103.323.273.073.013.003.002.782.7424173.373.243.133.113.083.032.922.7425152.932.782.722.712.622.512.402.3226103.062.972.892.772.732.722.672.6227104.354.144.123.953.893.893.693.5128143.323.163.103.052.962.932.872.6829144.634.454.314.244.244.083.983.763052.902.872.822.722.722.712.642.64All9102.202.041.951.901.861.831.731.62 Fig. 1The observed frequencies of the peptides with different lengths in the test set, whose numbers are also shown in Tables [1](#Tab1){ref-type="table"}, [2](#Tab2){ref-type="table"}, [3](#Tab3){ref-type="table"} and [4](#Tab4){ref-type="table"}

Rotamer library construction {#Sec4}
----------------------------

We have constructed two backbone-dependent rotamer libraries for peptide model building. The first library is called single-letter library, in which each rotamer consists of one amino acid residue (see Fig. [2](#Fig2){ref-type="fig"}a for an example). Therefore, we have a total of 20 single-letter libraries corresponding to 20 types of amino acids. They were used to build the side chain of an amino acid if only its backbone is available. Specifically, for each of the 20 amino acid types, all its residue conformations from the training database of 1821 peptides were aligned according to their N, CA, and C backbone atoms, and clustered using the root mean square deviation (RMSD) of all the heavy atoms of backbone and side chains. Two conformations were grouped into the same cluster if they have an RMSD of \< 0.5 Å, resulting in multiple clusters for an amino acid type. For each cluster, the conformer including both backbone and side chain with the highest resolution was selected as a representative rotamer of the corresponding amino acid type. Dividing the number of conformations in a cluster by the total number of conformations for an amino acid type gives the probability of the rotamer for the amino acid type. The final number of conformers for an amino acid depends on its type. There are as few as six conformers for ALA and as many as 1075 conformers for ARG in the rotamer libraries.Fig. 2Examples of the **a** pure-rotamer and **b** C-rotamer libraries for amino acid PHE and **c** the helix fragment library with 16 amino acids

The second rotamer library is a two-letter library, in which each rotamer is based on two consecutive amino acid residues (i.e. a dipeptide). The generating method for the two-letter library is similar to that for the one-letter library except for two aspects. One is that the rotamer for the two-letter library is based on dipeptides. For the first residue of a dipeptide conformation, only its backbone atoms (i.e. N, CA, C, O) was kept, which we call the HEAD of the dipeptide. The other is that the alignment between two dipeptide conformations is based on their HEAD atoms during the clustering. If two dipeptide conformations have an RMSD of less than 0.5 Å, they are grouped into the same cluster. For each cluster of a certain dipeptide type, the conformer with the higher resolution is selected as a representative rotamer of the two-letter or dipeptide type. Therefore, the rotamer in a two-letter library has one more HEAD than that in a single-letter library. Correspondingly, two-letter rotamers are more spread in space than single-letter rotamers (Fig. [2](#Fig2){ref-type="fig"}a, b). As the two-letter library constructed by this way is used to add a residue at the C-terminal of a peptide, we call it the C-rotamer library. Similarly, we have also constructed the N-rotamer library, in which the superimposition during clustering was based on the TAIL of dipeptides (i.e. the backbone atoms of the second residue).

Helix library construction {#Sec5}
--------------------------

In addition to rotamer libraries, we have also constructed a fragment library for helical structures with different lengths, where the secondary structure information was calculated using the program KSDSSP \[[@CR40]\]. Because helix structures are relatively stable and do not much depend on sequences, we only kept the backbone atoms (i.e. N, CA, C, O) for the helix library. Side chains will only be added during model building, as described in the following section. Specifically, for a given peptide length, we have collected all the helix structures from the training database of 1821 peptides. All the helix conformations with the same length were then superimposed onto one another and clustered according to the RMSD of backbone atoms. If two helix conformations have an RMSD of less than 0.5 Å, they were grouped into the same cluster. It should be noted that the number of helical examples in the training set tended to be more limited for longer helices and thus resulted in fewer clusters. Depending on the lengths, the sizes of the libraries range from two clusters for the 28-residue helix to 37 clusters for the seven-residue helix. For each cluster of a helix length, the helix structure with the higher resolution was selected as a representative conformer of the helix length. For consistency, the backbone atoms (i.e. N, C, and CA) of the first residue of a helix fragment is called the HEAD of the helix, and the backbone atoms (i.e. N, C, and CA) of the last residue is called the TAIL of the helix fragment.

Peptide structure modeling {#Sec6}
--------------------------

With the constructed rotamer and helix libraries, our MODPEP algorithm can automatically build the three-dimensional structure of a peptide from scratch by assembling amino acids or helix fragments one by one. Specifically, given a peptide sequence, the program PSIPRED was first used to predict the second structure type (i.e. C-coil, S-sheet, or H-helix) of its amino acids \[[@CR41]\]. Then, a rotamer was randomly selected from the single-letter library for the first amino acid of the sequence. If three or more consecutive amino acids including the current one on the sequence all had a secondary structure type of H-helix, a helix fragment was built by selecting a helix template from the helix library according to the probability of the helix structure and aligning the HEAD of the helix fragment with the corresponding backbone atoms of the current residue. The corresponding side chains for the helix fragment were built using the single-letter rotamer libraries according to the probability of its amino acid types. For all other cases that the next amino acid to be modeled has a secondary structure of C-coil or S-sheet type, the residue structure was stochastically built by selecting a rotamer from the C-rotamer library according to the probability of the rotamer and aligning the HEAD of the rotamer with the backbone of the current residue. The newly added amino acid or helix fragment was subject to an atomic clash checking. If there are severe clashes, the newly added rotamer or fragment will be discarded and a structure rebuilding process will be tried. The process was repeated until the last amino acid of the sequence was reached.

It should be noted that here the peptide 3D conformation of full length was built from N-terminal to C-terminal based on the C-rotamer and helix fragment libraries. However, the peptide structure can also be built from C-terminal to N-terminal by using the N-rotamer and helix fragment libraries. Our MODPEP algorithm can also construct the full peptide 3D structure for a partial one by building residues at both C-terminal and N-terminal. The peptide structure building process is very fast and can normally generate 100 peptide conformations in less than one second.

For computational efficiency, we did not apply a complicated scoring function during model building and do an energy minimization for the generated models. Therefore, there might be a few bad bendings or torsional angles in the generated models. However, this does not affect the accuracy of the predicted models. As shown in a comparison between the original structures and the refined models by the ff14SB force field \[[@CR42]\] of AMBER (version 14) \[[@CR43]\], the refined ones are even slightly worse than the original models in terms of accuracy, although the refined models have a better energy scores than the original models (Fig. [3](#Fig3){ref-type="fig"}). The worse accuracy of the refined models compared to the original models can be understood because we are predicting the conformations of protein-bound peptides. The optimization of a peptide without its bound protein partner would drive the model further away from the protein-bound conformations, although the energy can also be minimized. Therefore, we have left the energy minimization of the generated models to users in real applications when they have a specific protein partner to be bound by the peptide.Fig. 3The accuracy distribution in terms of RMSD (**a**) and the energy difference ($\documentclass[12pt]{minimal}
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Evaluation criteria {#Sec7}
-------------------

The quality for a generated peptide model was measured by the root mean square deviation (RMSD) between the model and the experimentally determined peptide structures. Here, the RMSD was calculated based on the C*α* atoms of the peptide (cRMSD) after optimal superimposition of the two structures, as used in PEP-FOLD \[[@CR44]\]. This is the default quality assessment parameter, unless otherwise specified. In addition, we have also calculated the RMSD of backbone heavy atoms (bRMSD) to evaluate the robustness of our approach and the RMSD of all heavy atoms (aRMSD) to check the capability of our method in predicting side chains.

For an ensemble of *N* conformations generated for a peptide, the accuracy of the ensemble was represented by the RMSD of the best-fit conformation in the ensemble compared to the experimentally observed structure. Therefore, a smaller RMSD means a higher accuracy. The accuracy depends on the number of considered conformations in the ensemble, i.e. the ensemble size.

It was found that a conformer with an RMSD of less than 1.0 Å was necessary for achieving a correct binding mode in molecular docking for compound ligands \[[@CR45]\]. In other words, the generated conformer with an RMSD of less than 1.0 Å is similar to the experimental bound structure for short peptides from the perspective of chemistry. For medium-size peptides, an RMSD of less than 2.0 Å can be considered as native-like conformations \[[@CR44]\]. In addition, RMSD is also size-dependent \[[@CR46], [@CR47]\], and larger proteins tend to give a larger RMSD for the similar accuracy \[[@CR48]\]. Therefore, we have used a size-dependent RMSD cutoff as a criterion for successful predictions in the present study \[[@CR48]\]$$\documentclass[12pt]{minimal}
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Comparison with other methods {#Sec8}
-----------------------------

Comparing our MODPEP algorithm with other methods is difficult because few approaches have been developed for modeling protein-bound peptide structures, although there are published methods for conformational sampling of free peptides. Here, we have selected three state-of-art conformer generation algorithms, which are PEP-FOLD3 \[[@CR49]\], RDKit (version 2016.09.4) \[[@CR50]\], and Balloon (version 1.6.4.1258) \[[@CR51]\], respectively. PEP-FOLD3 is a novel approach for de novo prediction of peptides and miniproteins. It assembles the peptide structure using a greedy procedure with Hidden Markov Model-derived structural alphabets \[[@CR44]\]. RDKit adopts a distance geometry approach to generate conformers of a ligand. The resulting conformers were then optimized with the UFF force field \[[@CR30], [@CR52]\]. It was recently shown that RDKit was one of the best conformer ensemble generators on a high-quality benchmark of protein-bound ligand conformations \[[@CR53]\]. Balloon is a method of conformer ensemble generation for ligands that aims to reproduce protein-bound ligand conformations \[[@CR32]\]. It is also an implementation of distance geometry like RDKit. For both RDKit and Balloon, the code was downloaded from the authors' web sites and evaluated locally. During the evaluation, the default parameters were used except that the number of conformers to be generated was set as 200. For PEP-FOLD3, because its code is not available for download, we obtained the test results by submitting the peptide sequences to the PEP-FOLD3 web server \[[@CR37]\].

Results and discussion {#Sec9}
======================

Accuracy {#Sec10}
--------

With the constructed rotamer and helix libraries, we were able to model peptide structures using our fast MODPEP algorithm. The capacity of our peptide modeling algorithm in reproducing experimentally determined protein-bound conformations was evaluated on a test set of 910 peptides. For each peptide, we have generated an ensemble of 1000 conformations based on its sequence.

Figure [4](#Fig4){ref-type="fig"} shows the average accuracy of our MODPEP in reproducing experimentally determined conformation as a function of ensemble size. The figure also shows the average accuracies of the peptides of six typical lengths (i.e. 3, 6, 9, 15, 21, and 27 amino acids). The detailed accuracies for several ensemble sizes are listed in Table [1](#Tab1){ref-type="table"}. Several features can be observed from the figure and table. First, the accuracies depend on the peptide length. The shorter peptide gave a better accuracy with the lowest RMSD of 0.03 Å for 3-amino acid peptides and the highest RMSD of 3.76 Å for 29-amino acid peptides when an ensemble of 1000 conformations were considered (Table [1](#Tab1){ref-type="table"}). Second, the accuracies also depend on the ensemble sizes of generated peptide conformations. Third, the accuracy is not a linear relationship with ensemble size. The accuracy changes faster at the beginning and then slower with the increasing number of conformations. On average, our MODPEP obtained an accuracy of 1.90 Å for an ensemble size of 200 and 1.62 Å for an ensemble size of 1000.Fig. 4The average accuracies (bold solid line) of the best-fit predictions compared to the experimentally observed conformations as a function of ensemble size for the test set of 910 protein-bound peptides. For reference, the average accuracies for peptides of several typical lengths are shown

Figure [4](#Fig4){ref-type="fig"} also shows that there roughly exists a crossover around 50 conformations on the accuracy-ensemble size curves for all peptide lengths. Therefore, an ensemble of 50 conformations for a peptide may be used if the computational resource is limited, though the accuracy always tends to be better for a larger ensemble size. Considering the accuracies for the peptides of all lengths, 200 conformations seem to be a good balance between the accuracy and the ensemble size (Fig. [4](#Fig4){ref-type="fig"}). Therefore, we have used 200 as the default ensemble size for our MODPEP algorithm in the following evaluations, though users can choose to generate more conformations in real applications. It can be observed from Table [1](#Tab1){ref-type="table"} that our MODPEP has an RMSD of 0.04 Å for the 3-amino acid peptide and an RMSD of 4.24 Å for the 29-amino acid peptide when the default ensemble size of 200 was used.

Figure [5](#Fig5){ref-type="fig"} gives 28 examples of the predicted models with the RMSDs ranging from 0.03 to 2.48 Å for the peptides with 3--30 amino acids, respectively. It can be seen from the figure that the predicted models overlap with the experimental structures very well. Therefore, the present accuracy of MODPEP is good enough for direct docking calculations for peptides with 3--20 amino acids or provides a good starting point of docking + MD protocols for peptides with more than 20 amino acids. Nevertheless, MODPEP also failed to give models close to the experimental conformations for some peptides even when an ensemble of 1000 conformations were generated (Fig. [6](#Fig6){ref-type="fig"}). Several features can be found by examining these failed cases, which can help further improve our MODPEP algorithm. First, all the failed cases are medium or large-size peptides with more than 10 amino acids, as longer peptides tend to be more challenging to be predicted. Second, the secondary structures of some peptides are not correctly predicted by PSIPRED. Third, some peptides form a *β*-sheet structure with its protein partner. In such cases, it is challenging to generate correct *β*-sheet structure based on the peptide alone.Fig. 5Examples of the predicted models for peptides with 3--30 amino acids, where each peptide is represented by its PDB code_chain ID. The native structure (magenta) is superimposed onto the predicted model (cyan). The corresponding accuracy is listed in parenthesis Fig. 6Examples of the predicted models for several challenging peptides, where each peptide is represented by its PDB code_chain ID. The native structure (magenta) is superimposed on the predicted model (cyan). The corresponding accuracy is listed in parenthesis

In addition, to check the statistical accuracy of MODPEP, we have repeated the validating procedure by splitting the data set into training and test sets for 10 runs. As shown in the Additional file [1](#MOESM1){ref-type="media"}, the prediction accuracies for different runs are quite consistent. On average, the standard deviations of the accuracies for 10 validating runs are around 0.02 Å for most peptide lengths, supporting the statistically robustness of MODPEP.

To further examine the robustness of MODPEP, we have also calculated the RMSD of generated peptide models based on the backbone and all the heavy atoms, respectively. Table [2](#Tab2){ref-type="table"} lists the average accuracies in terms of the RMSDs of C*α*, backbone, and all-heavy atoms for different peptide lengths when an ensemble of 200 conformations were considered. It can be seen from the table that the C*α* and backbone atoms yielded comparable RMSDs, while the all-heavy atoms gave a significant higher RMSD. This means that the higher RMSD of all-heavy atoms than backbone is due to side chains. The large RMSD induced by side chains can be understood as follows. First, although the backbone of protein is clearly visible in the electron density map at resolution of better than 3 Å, the accuracy of side chain positions significantly depends on the resolution \[[@CR39]\]. Therefore, inclusion of side chains will not only impact the quality of the training set, but also the evaluation for the experimental peptide structures in the test set. Second, side chains tend to have larger induced conformational changes when a peptide binds to its protein partner. It is challenging to predict the positions of side chains without its bound protein. In other words, the conformations of side chains for a peptide are different depending on the protein that the peptide binds to. Namely, compared to the backbone, side chains are more binding-dependent and can only be correctly modeled upon binding. Therefore, we have used the C*α* RMSD as the default parameter to measure the accuracy of generated models in this study, as used in PEP-FOLD \[[@CR44]\].Table 2The average accuracies of our MODPEP method measured using the C*α* (cRMSD), backbone (bRMSD), and all heavy atoms (aRMSD) for the peptides with different lengths when an ensemble of 200 conformations were considered for each peptidePeptideRMSD (Å)LengthNumbercRMSDbRMSDaRMSD3110.040.421.184430.210.621.295320.450.871.696470.651.011.977490.961.202.258601.291.502.5991381.561.652.8510601.671.742.9311622.042.043.3112402.092.093.4113502.292.343.6914452.642.653.9615332.582.563.9916292.662.614.0017122.562.614.1418252.932.904.2019212.382.373.5520163.142.944.4421213.052.844.0822212.432.433.7123103.013.064.3724173.112.964.3325152.712.653.6926102.773.054.4627103.954.185.4928143.053.164.4329144.244.075.333052.722.753.95All9101.901.993.18

Success rates {#Sec11}
-------------

In addition to evaluating the accuracy of MODPEP, we have also calculated the success rate, i.e. the percentage of peptides in the test set that are successfully reproduced within the corresponding RMSD cutoff defined in Eq. [1](#Equ1){ref-type=""}. The corresponding results are shown in Table [3](#Tab3){ref-type="table"}. It can be seen from the table that the success rates significantly depend on the peptide lengths. For example, for the peptides with 3--10 amino acids, MODPEP reproduced more than 95% of protein-bound peptide conformations when an ensemble of 200 models were considered (Table [3](#Tab3){ref-type="table"}), while for the peptides with more than 10 amino acids, the success rates dropped below 80%. On average, our algorithm gave a success rate of 74.3% when an ensemble of 200 conformations were considered (Table [3](#Tab3){ref-type="table"}).Table 3The success rates of our MODPEP method in reproducing protein-bound conformations for the peptides with different lengths when various ensemble sizes were consideredPeptideSuccess rate (%)LengthNumber50100150200250300500100031110010010010010010010010044310010010010010010010010053210010010010010010010010064797.997.997.997.997.997.997.997.974998.010010010010010010010086083.391.793.395.096.796.796.796.7913875.492.896.497.898.698.698.699.3106071.781.790.096.796.798.398.398.3116245.258.169.477.479.080.682.390.3124037.542.547.552.555.057.580.092.5135038.048.050.058.062.064.074.080.0144531.133.342.248.951.153.362.280.0153330.336.436.436.436.436.442.457.6162927.634.534.541.444.844.848.351.7171241.741.741.750.050.050.058.358.3182536.040.040.044.044.044.048.052.0192157.161.961.961.966.766.766.771.4201643.850.050.050.050.050.050.050.0212133.342.942.942.942.947.657.157.1222157.161.961.961.961.961.961.971.4231050.050.050.050.050.050.050.050.0241741.241.247.147.147.147.147.152.9251560.060.060.060.060.060.066.766.7261040.040.040.040.040.040.040.040.0271020.030.030.030.030.030.030.030.0281435.742.942.942.950.050.050.057.1291421.421.421.421.421.421.421.428.630560.060.060.060.060.060.060.060.0All91061.668.771.574.375.476.079.082.9

The success rates also depend on the ensemble sizes of generated conformations (Table [3](#Tab3){ref-type="table"}). For example, for the peptides with 12 amino acids, the success rate in reproducing experimental structures is only 37.5% when an ensemble of 50 conformations were considered, but the success rate reached to 92.5% if an ensemble of 1000 conformations were considered (Table [3](#Tab3){ref-type="table"}). The success rate also has a non-linear relationship with the ensemble size of generated conformations. The success rate increases fast at small ensemble sizes and become more stable at large ensemble sizes (Fig. [7](#Fig7){ref-type="fig"}). The algorithm achieved a good balance between the success rate and the ensemble size when 200 conformations were considered. With this ensemble size, peptides of most lengths have a success rate close to its maximum value (Table [3](#Tab3){ref-type="table"}).Fig. 7The success rates (bold solid lines) in reproducing experimentally determined protein-bound peptide conformations as a function of ensemble size. For reference, the results for the peptides of several lengths are shown

In addition, we have examined the impact of the secondary structure types on the quality of generated models. It was defined that if a peptide contained a *β*-sheet structure, it was characterized as the SHEET type; otherwise, it was classified as the HELIX type if the peptide contained a helix structure; the rest peptides belonged to the COIL type. Of 910 peptides in the test set, there are 304 peptides of HELIX type, 129 peptides of SHEET type, and 477 peptides of COIL type. MODPEP obtained a success rate of 83.6, 73.0, and 42.6% for the peptides of COIL, HELIX, and SHEET types, respectively, when an ensemble of 200 conformations were considered. This trend may be understood because MODPEP depends on the secondary structure information predicted by PSIPRED. Indeed, the accuracies of secondary structures prediction by PSIPRED showed a similar trend and had an average success rate of 85.1, 78.9, 53.5% for the secondary structures of COIL, HELIX, and SHEET types, respectively.

Comparative evaluations {#Sec12}
-----------------------

We further compared our MODPEP with three stat-of-art conformational sampling approaches, PEP-FOLD3, Balloon, and RDKit. It should be noted that PEP-FOLD3, Balloon, and RDKit are not designed for generation of protein-bound peptide conformations. Therefore, the present comparison is to provide a performance reference more than a comparative evaluation.

Figure [8](#Fig8){ref-type="fig"} shows the average accuracy and success rate as a function of ensemble size by the four conformational sampling methods, MODPEP, PEP-FOLD3, RDKit, and Balloon, on the test set of 910 peptides. It can be seen from the figure that our method MODPEP obtained a much better performance than RDKit, PEP-FOLD3, and Balloon in terms of both accuracy and success rate. For example, MODPEP had an accuracy of 2.20, 2.04, and 1.90 Å, compared to 2.80, 2.71, and 2.63 Å for RDKit, 3.76, 3.54, and 3.28 Å for PEP-FOLD3, and 4.28, 4.17, and 4.04 Å for Balloon when ensembles of 50, 100, and 200 conformations were considered, respectively (Fig. [8](#Fig8){ref-type="fig"}a). Likewise, MODPEP reproduced the most protein-bound peptide conformations with an average success rate of 74.3%, followed by 46.8% for RDKit, 30.1% for PEP-FOLD3, and 19.2% for Balloon when an ensemble of 200 conformations were considered (Fig. [8](#Fig8){ref-type="fig"}b).Fig. 8Comparison of the performances for four conformer generation methods, MODPEP, PEP-FOLD3, RDKit, and Balloon, on the test set of 910 protein-bound peptides. For each peptide, 200 conformers were generated per method. **a** Accuracy versus ensemble size, **b** success rate versus ensemble size

Table [4](#Tab4){ref-type="table"} and Fig. [9](#Fig9){ref-type="fig"} show the average accuracies and success rates of MODPEP, RDKit, PEP-FOLD3, and Balloon for peptides with different lengths, respectively. Similar trends in the performances for the four methods can be observed in both accuracy and success rate. Namely, overall, MODPEP performed the best among the four methods, followed by RDKit, PEP-FOLD3, and Balloon. The relative performances of PEP-FOLD3 and RDKit/Balloon depended on the lengths of peptides. For short peptides with 3--8 amino acids, RDKit and Balloon performed better than PEP-FOLD3, while for longer peptides of more than 9 amino acids, PEP-FOLD3 performed better than RDKit and Balloon. For example, RDKit and Balloon had an average accuracy of 0.57 and 0.96 Å and a success rate of 100 and 100% for peptides of five amino acids, compared to 2.00 Å and 31.2% for PEP-FOLD3. However, for peptides with 17 amino acids, PEP-FOLD3 obtained an accuracy of 3.50 Å and a success rate of 50%, while RDKit and Balloon only had an accuracy of 6.33 and 5.41 Å and did not reproduce any correct conformations. These results indicate that short peptides with less than 9 amino acids behave more like ligands than proteins and therefore resulted in a fair performance for ligand conformer generator methods like RDKit and Balloon. In contrast, owing to our de novo strategy of residue assembling from the rotamer library, MODPEP can achieve good performances for peptides of all lengths (Table [4](#Tab4){ref-type="table"}).Table 4The average accuracies and success rates of MODPEP, PEP-FOLD3, Balloon, and RDKit in reproducing protein-bound conformations for the peptides with different lengths when an ensemble of 200 conformations were considered for each peptidePeptidecRMSD (Å)Success rate (%)LengthNumberMODPEPPEP-FOLD3BalloonRDkitMODPEPPEP-FOLD3BalloonRDkit3110.040.000.270.071000.01001004430.210.000.530.281000.01001005320.452.000.960.5710031.296.996.96470.652.181.471.0397.931.961.787.27490.962.882.211.2110024.530.679.68601.292.942.701.7595.025.026.773.391381.563.323.341.8297.815.28.079.710601.672.803.612.2096.730.06.761.711622.043.173.782.8177.425.84.843.512402.092.483.573.2252.547.520.012.513502.293.404.533.5658.036.06.032.014452.643.665.133.6748.937.82.226.715332.583.715.593.9936.430.30.018.216292.663.395.494.6141.434.50.03.417122.563.506.335.4150.050.00.00.018252.933.615.735.7844.032.00.04.019212.383.056.245.4961.952.40.04.820163.144.516.786.3750.018.80.00.021213.053.095.248.9942.952.40.00.022212.432.926.097.4661.947.60.04.823103.015.057.200.0050.010.00.00.024173.114.127.074.4147.141.20.00.025152.714.417.480.0060.033.30.00.026102.773.687.840.0040.040.00.00.027103.955.338.530.0030.030.00.00.028143.054.577.896.1542.928.60.00.029144.245.477.929.7721.428.60.00.03052.726.388.320.0060.00.00.00.0All9101.903.284.042.6374.330.119.246.8

Fig. 9Comparison of the **a** average accuracies and **b** success rates of four conformer generation methods for peptides of different lengths when an ensemble of 200 conformations were considered

Conclusions {#Sec13}
===========

We have developed a novel peptide modeling algorithm, referred to as MODPEP, for fast conformational ensemble generation of protein-bound peptides. With constructed rotamer and helix libraries, our MODPEP algorithm builds the peptide 3D structure from scratch by assembling amino acids or helix fragments according to a given sequence. MODPEP is fast and can generated 100 peptide conformations for less than one second. The accuracy of MODPEP depended on the ensemble size of generated conformations and on average had an RMSD of 1.90 Å on a diverse test set of 910 protein-bound peptides with 3--30 amino acids when 200 conformations were considered for each peptide. On average, MODPEP obtained an average success rate of 74.3% in reproducing experimentally determined structures for all the 910 tested peptides and a success rate of \> 95% for the short peptides with 3--10 amino acids. MODPEP was compared to three other three approaches, PEP-FOLD3, RDKit, and Balloon. It was found that MODPEP performed significantly better in both accuracy and success rate in reproducing protein-bound peptide conformations.
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